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Pulmonary arterial hypertension (PAH) is characterised by remodelling of
the pulmonary vasculature leading to right ventricular hypertrophy. Here,
we show that miR-322-5p (the rodent orthologue of miR-424-5p) expres-
sion is decreased in the right ventricle of monocrotaline-treated rats, a
model of PAH, whereas a putative target insulin-like growth factor 1
(IGF-1) is increased. IGF-1 mRNA was enriched 16-fold in RNA immuno-
precipitated with Ago2, indicating binding to miR-322-5p. In cell transfec-
tion experiments, miR-322-5p suppressed the activity of a luciferase
reporter containing a section of the IGF-1 30 untranslated region (UTR) as
well as IGF-1 mRNA and protein levels. Taken together, these data sug-
gest that miR-322 targets IGF-1, a process downregulated in PAH-related
RV hypertrophy.
Pulmonary arterial hypertension (PAH) is a patho-
physiological process characterised by high, precapil-
lary pulmonary vascular resistance [1]. PAH can be
idiopathic, heritable (mainly associated with defects in
bone morphogenetic protein receptor 2) or associated
with an underlying condition [2]. The pathology of
PAH is largely consistent irrespective of aetiology and
involves significant vascular remodelling and restric-
tion causing a reduction in cross-sectional area to pul-
monary blood flow, which can lead to right ventricular
hypertrophy [3] and failure [4]. Prognosis for patients
varies, with average survival rates of 58–67% 3 years
after diagnosis for idiopathic PAH [5,6], with cause of
death normally being attributed to right ventricular
failure [7]. One widely used model of PAH is
monocrotaline (MCT) treatment of rats [8]. In this
model, following a single dose of MCT the animals
develop elevated pulmonary vascular resistance leading
to right heart hypertrophy within 4 weeks [9].
Under normal conditions, adult heart size is main-
tained but can change in response to either increased
or reduced load resulting in hypertrophy or atrophy,
respectively. As adult cardiac cells do not divide,
change in heart size is achieved by altering the size of
cardiac myocytes rather than their number. The rela-
tive rates of protein synthesis and breakdown
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contribute to the maintenance of cell size [10,11].
When these are in balance, cell size is maintained; con-
sequently, the RV cardiomyocyte hypertrophy
observed in PAH requires the rate of protein synthesis
to exceed that of protein breakdown.
Insulin-like growth factor-1 is a growth factor that
promotes synthesis and inhibits protein breakdown in
both cardiac and skeletal muscle. Following binding to
its receptor, IGF-1 activates protein kinase B (Akt) via
phosphatidylinositide 3-kinase (PI3K) stimulation [12].
This signalling system contributes to physiological car-
diac hypertrophy, with knockout animals for both Akt
and PI3K showing attenuated heart enlargement
[13,14]. Furthermore, mice that overexpress a dominant
active PI3K demonstrated increased heart size that did
not become maladaptive [15]. However, it is possible
that IGF-1 also contributes to pathological hypertrophy
in combination with other factors, as treatment of salt-
sensitive Dahl rats with IGF-1 reduced survival and
promoted left ventricular dysfunction [16]. Further-
more, IGF-1 deficiency alleviates cardiac hypertrophy
in a model of abdominal aortic constriction [17].
The signalling pathways which contribute to protein
turnover and cell maintenance are regulated in part by
microRNAs, short noncoding RNAs that downregu-
late protein expression via translational repression or
mRNA degradation [18]. The roles of many miRNAs
in the regulation of cardiac mass have previously been
studied; for instance, knockdown of miR-133, which
targets Cdc42 and RhoA, causes significant hypertro-
phy in vivo [19], whereas inhibition of miR-27b, which
targets peroxisome proliferator-activated receptor-c
(PPAR-c), attenuates cardiac hypertrophy [20]. miR-
322-5p is the rodent orthologue of miR-424-5p, a
miRNA from the 424/542 cluster located on the X
chromosome, which has been shown to target the insu-
lin-like growth factor 1 receptor (IGF-1R) in mam-
mary tissue [21] and cardiac muscle [22]. Expression of
miR-322 has previously been shown to be reduced in
the lung of monocrotaline-treated rats. Following
intranasal delivery of miR-322 to the rats, RV systolic
pressure and RV weight were shown to be significantly
reduced compared to controls, suggesting restoring
expression could ameliorate the effects of PAH on the
RV [23]. Importantly, expression of the miRNA in the
hearts of these animals was not reported.
Insulin-like growth factor-1 is a predicted target for
miR-322-5p based on database algorithms, which
match miRNA sequences to putative mRNA targets.
We therefore hypothesised that MCT treatment would
alter miR-322 expression in the right ventricle
and contribute to hypertrophy by increasing IGF-1
expression.
Materials and methods
Monocrotaline rat model
Monocrotaline or PBS was administered to 6- to 8-week-
old rats via s.c. injection (40 mgkg1), and 4 weeks later,
pulmonary arterial pressure was measured as previously
described before the animals were humanely sacrificed [24].
The hearts were removed, the right ventricle was dissected
free from the left ventricle and septum and both compo-
nents were weighed and then snap-frozen.
RNA extraction and RT-qPCR
Right ventricles were crushed in TRIzol for RNA extraction
as previously described [25]. Cell RNA extractions were per-
formed using the TaKaRa CellAmp Direct RNA kit (Clon-
tech Saint-Germain-en-Laye, France) as per the
manufacturer’s protocol. For miR-322-5p measurements,
RNA was reverse-transcribed (RT) using miR-322-5p and U6
Applied Biosciences TaqMan primers suspended in 1x TE
buffer as per the manufacturer’s instructions. cDNAwas used
for qPCR with TaqMan fluorescent probes for miR-322-5p
and U6 according to the manufacturer’s instructions. mRNA
was measured via Omniscript RT (Qiagen, Manchester, UK)
with random primers (Promega, Madison, WI, USA) as per
the manufacturer’s protocol. cDNA was diluted 1/10 with
deionised water and used in qPCRs with QuantiFast SYBR
Green (Qiagen) and specific primers (Sigma, Poole, Dorset,
UK) for targets of interest as previously described [26].
Cell culture and transfection
C2C12 mouse myoblasts were cultured in DMEM (Sigma)
supplemented with 10% fetal bovine serum (FBS) and 1%
Pen-Strep (Gibco, Gaithersburg, MD, USA) as previously
described [27]; LHCN-M2 human myoblasts were cultured in
human skeletal muscle medium (PromoCell, Heidelberg, Ger-
many) supplemented with 20% serum (15% FBS and 5%
manufacturer’s serum) as previously described [28]. Cells
were transfected once ~70% confluent with miRNA mimic
and/or antagomir (miRVana) and Lipofectamine 2000 (Invit-
rogen, Paisley, UK) using Opti-MEM (Gibco) as recom-
mended by the manufacturer and as previously described
[27]. Transfected miR-mimic concentrations were kept the
same in all reactions by addition of control miRNA mimic as
appropriate.
Protein isolation from cells and RISC
immunoprecipitation
Forty-eight hours after transfection, C2C12s were lysed in
1x cell lysis buffer (Cell Signalling Technologies, Hitchin,
UK) supplemented at 1/100 with protease inhibitor cocktail
(Sigma). Samples were centrifuged at 12 000 g and
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supernatant transferred to clean microcentrifuge tubes. Pro-
tein-G-bound Sepharose beads were added to the lysate,
and the tubes were rotated for 2 h at 4 °C for lysate pre-
clearing. Beads to be used for the pull-down were blocked
using 1 mgmL1 salmon sperm DNA (Sigma) under rota-
tion for 2 h at 4 °C. Blocked beads were washed in cell
lysis buffer and the precleared lysate added. Antibodies for
the immunoprecipitation, anti-Ago2 (Millipore, Watford,
UK) or control anti-mouse IgG (Invitrogen), were added at
matching concentrations of 1 : 100 and the samples rotated
overnight at 4 °C. Beads were then washed several times in
cell lysis buffer and PBS before TRIzol RNA extraction as
detailed above.
Secreted IGF-1 measurements (western blot and
ELISA)
Forty-eight hours after transfection, cells were placed into
serum-free medium for 24 h. The medium was collected
and cleared of cell debris by centrifugation at 12 000 g at
4 °C for 20 minutes. The supernatant was transferred to
new tubes and kept on ice. Secreted IGF-1 quantification
was performed first by ELISA (R&D Systems, Abingdon,
UK) as per the manufacturer’s instructions and secondly
via western blot following acetone precipitation (as previ-
ously described [25]). Total protein concentration in the
collected medium was determined via Bradford assay (Bio-
Rad, Watford, UK). ELISA IGF-1 values were then nor-
malised to the total secreted protein, and western blot
images were normalised to Ponceau S-stained membranes.
pMIR-REPORT luciferase assay
A section of the 30UTR of IGF-1 was TA-cloned into
pGEM-T Easy (Promega) using primers: forward (50–30)
GGGACTAGTGAGGAGCCTCCCACGGAGCA, reverse:
(50–30) CCCACTAGTGCTACGTGGGAAGAGGTGA
AG. SpeI digestion was performed and the UTR sequence
ligated into a pMIR-REPORT expression vector (Thermo-
Fisher). Final products were confirmed by sequencing. For
luciferase assays, cells were transfected with luciferase
reporter vectors (pRLTK used as a control) 24 h after
miRNA transfection using standard Lipofectamine
(Invitrogen) and the assay performed as previously
described [27].
Statistics
Animal experiments were conducted in two groups for a
total of nine MCT-treated and nine PBS-treated animals.
Differences between groups were calculated using Student’s
t-test for normally distributed data or by Mann–Whitney
U-test for nonparametric data (GraphPad PRISM, La
Jolla, CA, USA). In vitro mRNA expression data shown
were produced in three independent experiments, with each
experiment consisting of six independent transfections
assayed in duplicate. Box plots are expressed as median
with min–max bars. In vitro protein expression data shown
via western blot are three independent experiments from
six-well plates, and via ELISA are three independent exper-
iments, with each with each experiment consisting of six
independent transfections. RISC IP was performed twice.
Results
MCT rat model: miR-322 and IGF-1 are inversely
expressed in the RV
Nine MCT-treated and nine PBS-treated rats were sac-
rificed after 4 weeks and markers of disease severity
measured to determine PAH development in the two
groups. Pulmonary arterial pressure (PAP) was higher
in the MCT-treated animals compared to controls sug-
gesting increased vascular resistance (Fig. 1A). Right
heart weight (right ventricle/(left ventricle + septum))
was higher in the MCT rats compared to controls,
confirming the development of RV hypertrophy
(Fig. 1B). Quantification of miR-322-5p in the right
ventricles (RVs) showed a 2.6-fold decrease
(P = 0.0004) in miRNA expression in MCT-treated
rats compared to PBS-treated controls (Fig. 1C). Con-
versely, IGF-1 expression was significantly increased in
the RVs of MCT rats compared to PBS controls (3.5-
fold, P = 0.0028), suggesting an upregulation of IGF-1
signalling promoting growth (Fig. 1D).
miR-322 directly targets IGF-1
Bioinformatic analysis predicted IGF-1 to be a target
of both miR-424-5p and its mouse orthologue miR-
322-5p. The mouse IGF-1 gene has seven potential
binding sites for miR-322-5p in its 30UTR, shown in
Fig. 2A. Region A was used for reporter cloning as
the entire seed sequence is complimentary in this sec-
tion. The human IGF-1 gene has three potential bind-
ing sites for miR-424-5p in the UTR, and one in the
coding region, a feature more commonly found in
miRNA containing a 50 AGCAGC motif [29]
(Fig. 2A). To determine whether miR-322-5p targets
IGF-1 in myoblasts, we performed an Ago2 immuno-
precipitation followed by RT-qPCR using cells trans-
fected with a miR-322-5p mimic or a scrambled
control. This analysis showed IGF-1 mRNA was
enriched >16-fold in RNA immunoprecipitated from
miR-322-5p-transfected cells compared to controls
(Fig. 2B). To confirm targeting of IGF-1, the region
of the 30UTR of IGF-1 containing the putative
miRNA-binding site was cloned into pMIR-REPORT
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(Fig. 2A) and the effect of miR-322-5p on luciferase
activity determined in C2C12 cells. Luciferase activity
was significantly reduced in miR-322-5p-transfected
cells compared to controls (Fig. 2C), confirming miR-
322-5p binding to the 30UTR of IGF-1.
miR-322-5p reduces IGF-1 mRNA expression
To determine the effect of miR-322-5p on IGF-1
expression, we transfected mouse C2C12 cells as
described in Methods. qPCR showed a significant
reduction in IGF-1 mRNA in miR-322-5p-mimic-
transfected cells, and this effect was reversed by
cotransfection with an antagomir (Fig. 3A). To deter-
mine whether human IGF-1 was also targeted by the
miRNA, LHCN-M2 cells were transfected with miR-
424-5p mimic. Again the expression of IGF-1 was sup-
pressed by miR-424-5p, but this suppression was not
as large as that obtained in murine cells. Although
median expression was higher in the presence of the
antagomir than in the miR-mimic-only-transfected
cells, this difference did not reach statistical signifi-
cance (Fig. 3B).
miR-424-5p reduces IGF-1 protein expression
To determine the effect of the miRNA on secreted
IGF-1 protein levels, we transfected human myoblasts
with miR-424-5p. Forty-eight hours later, growth
medium was replaced with serum-free medium for
24 h. The medium was aspirated and an ELISA per-
formed for human IGF-1. Consistent with reduced
mRNA, IGF-1 protein levels were reduced in miR-
424-5p-transfected cells compared to scrambled con-
trols (Fig. 3C). A similar reduction in secreted IGF-1
was observed by western blotting of separate samples
(Fig. 3D).
Discussion
Our data show that the hypertrophied RV from
MCT-treated rats had significantly reduced levels of
miR-322-5p and elevated expression of IGF-1. Fur-
thermore, we show that miR-322-5p binds to the
30UTR of IGF-1 and suppresses IGF-1 mRNA expres-
sion leading to a reduction in both IGF-1 mRNA and
protein. Together, these data imply that suppressed
miR-322-5p in the heart of MCT rats may contribute
to hypertrophy in part by increasing the expression of
IGF-1.
Insulin-like growth factor-1 signalling is well estab-
lished as an important promoter of protein synthesis
and a repressor of protein degradation. Through the
IGF-1 receptor, IGF-1 promotes the activation of Akt
and mTOR, both of which are master regulators of
protein synthesis (reviewed in [30]). Indeed, it has been
shown that treatment of isolated cardiac cells with 50–
100 nM IGF-1 causes a 70% increase in protein
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Fig. 1. (A) Pulmonary arterial pressure measured as mm of mercury (Hg) in five monocrotaline (MCT)-treated and seven PBS-treated rats.
(B) Right ventricle weight normalised to left ventricle and septum weight in nine MCT-treated and eight PBS-treated rats. (C) Normalised
miR-322-5p expression in MCT- and PBS-treated rats. D. IGF-1 expression levels in MCT- and PBS-treated rats.
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synthesis over insulin treatment [31]. The myocardium
produces IGF-1 locally, and evidence suggests that its
activity not only promotes growth, but also has a pro-
tective effect against myocardial apoptosis as shown in
a model of myocardial ischaemia and reperfusion [32].
Thus, IGF-1 functions to prevent myocyte loss and to
increase the size of cells [33], contributing to cardiac
hypertrophy both in normal cardiac growth and in dis-
ease states.
The reduction in RV miR-322-5p expression we
observed differs from previously reported changes in
miR-322-5p in cardiac hypertrophy. For example,
following 4-week aortic banding, miR-322 was found
to be elevated in the hypertrophying left ventricles
of mice; however, this same study saw no significant
increase in miR-424-5p in humans with end-stage
hypertrophic cardiomyopathy [34]. Another study, in
which rats had left anterior descending (LAD) artery
ligations causing development of an ischaemic zone
[35], noted elevated miR-322-5p expression in cardiac
tissue compared to sham-operated controls [36].
Other studies on PAH have also measured miR-322-
5p. For example, in response to MCT, Gubrij et al.
[37] showed a reduction in miR-322-5p in the lung
3 weeks after treatment as well as a small but signif-
icant reduction in the RV. These effects were similar
to those of Schlosser et al. [38] who showed signifi-
cantly reduced lung miR-322-5p and lower mean RV
miR-322-5p, although this did not reach statistical
significance. The reductions observed were smaller
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than that which we found, but both the time point
and the dose of MCT used in those studies vary
from the ones used here. Unlike MCT treatment,
hypoxia-induced PAH appears to increase RV miR-
322-5p in mice and to not change it in rats, suggest-
ing that the changes in miRNA profile are model-
specific [38]. The actual changes in the expression of
this miRNA in the RV in humans with PH remain
to be determined. The increase in miR-322-5p
observed in the hypoxia models is consistent with
the observations that miR-322/424 is a hypoxia-
induced miRNA, which has been shown to be
upregulated in cardiomyocytes during hypoxia-
induced apoptosis, and knockdown of the miRNA
had a cytoprotective effect [39].
Taken together, the variable expression of miR-322-
5p/miR-424-5p in hypertrophy suggests that it is under
a complex control with a number of both positive and
negative inputs and the measured expression level in
the heart will be a consequence of all of these inputs.
In our model, it is possible that the reduction in miR-
322-5p is a consequence of MCT treatment, directly or
as a consequence of increased afterload, and that this
reduction contributes to the RV hypertrophy in part
by elevating IGF-1. However, as we picked a single
time point for our study (4 weeks after treatment), we
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cannot determine whether miR-322-5p expression was
suppressed prior to the increase in IGF-1 or whether
there was a transient increase in miR-322-5p. It is
therefore possible that IGF-1 itself suppresses the
expression of miR-322-5p to reduce the pro-apoptotic
effects of this miRNA on cardiomyocytes [39]. Such
an effect would cause a positive feedback as IGF-1
suppressed miR-322-5p, which then allowed greater
translation of IGF-1 sustaining elevated IGF-1.
Such an explanation gains some support from a
recent study investigating circulating levels of miR-
322-5p in response to MCT [40]. This study showed
that miR-322-5p in circulation is elevated 1 week after
treatment and then decreases at 2 weeks only to
increase again by 6 weeks. However, the source of the
miR-322-5p in circulation is not clear as miR-424
expression is not restricted to the heart with expression
also found in the skeletal muscle, a more abundant tis-
sue than cardiac muscle.
Previous studies in the heart and other tissues have
shown that miR-322 contributes to the regulation of
IGF-1 signalling. For example, miR-424 was shown to
regulate the expression of the IGF-1 receptor (IGF-
1R) in epithelial cells as part of the regulation of
mammary involution [21]. The targeting of the IGF-
1R was confirmed in a study in which miR-322 or a
miR-322 sponge was expressed using an adeno-asso-
ciated virus (AAV) in the heart of diabetic or high-fat-
diet-fed mice. In this study, overexpression of the
miRNA led to a reduction in IGF-1R and sirtuin 4,
key components of the insulin signalling pathway, as
well as a reduction in Akt phosphorylation [22]. Our
data add to this study by indicating that IGF-1 is an
additional target of the miRNA, suggesting that
reduced expression of this miRNA will help to pro-
mote cardiac hypertrophy by increasing the level of
both IGF-1 and its receptor. It remains to be seen
which of these facets of the biology of IGF-1 has the
larger effect on cardiac growth.
Changes in miR-322-5p are not the only ones that
occur in cardiac hypertrophy that are likely to affect
the IGF-1 signalling system. For example, miR-223 is
a miRNA that is suppressed by hypoxia but targets
the IGF-1R [41]. Overexpression of this miRNA atten-
uated cardiac hypertrophy and suppressed IGF-1R
expression in analogous way to the effects of miR-322-
5p in response to MCT. However, it is interesting to
note that this miRNA is regulated in the opposite
direction to miR-322-5p in response to hypoxia but
targets at least one of the same genes, highlighting the
complexity of the system and the fact that multiple
miRNAs contribute to the regulation in individual
proteins [41]. Such complexity may account for the
differences in the observed changes in miR-424-5p
expression in PAH models.
The data also raise the potential of increasing miR-
424-5p expression in the heart to reduce cardiac hyper-
trophy at least in PAH. Ideally, this would be achieved
by a selective upregulation of the miRNA in the heart.
Increasing miRNA is more difficult than suppressing
their activity due to the processes involved in incorpo-
rating the miRNA into the RISC complex. However,
mimics are currently being used in clinical trials for a
range of conditions including cancer (reviewed in [42]).
Furthermore, direct cardiac injection of miRNA mim-
ics for miR-199a-3p and miR-590-3p has been shown
to enable myocardial repair [43] An alternative to
mimics is the use of viral delivery of an expression cas-
sette for the miRNA as described above for miR-322-
5p. However, given the potential for dynamic changes
in miR-424 described previously, the development of
this as an approach to reduce hypertrophy in PAH
would require a much more detailed analysis of miR-
424-5p expression in the heart during the development
of disease. Finally, any potential reduction in RV
hypertrophy has to be balanced against reduction in
pulmonary vascular remodelling.
The miRNAs target a vast array of genes at varying
efficiencies to fine-tune the proteome and thereby regu-
late multiple processes concurrently (reviewed in [44]).
As well as targeting IGF-1 and its receptor, miR-424
has been shown to potentiate TGF-b signalling via tar-
geting of SMAD7 (a negative regulator of canonical
TGF-b signalling) in lung [45], mammary [46] and
oesophageal epithelial cells [47]. In this case, reduced
miR-424 might be expected to reduce TGF-b-induced
hypertrophy [48], an effect opposite to that produced
by regulating IGF-1. However, in rat cardiac cells it
has been shown that miR-15b (a miRNA that shares
the same seed sequence as miR-322) targets compo-
nents required for TGF-b family signalling such as
SMAD2/3 as well as SMAD7, suggesting that it may
regulate the balance of TGF-b and BMP signalling.
Consequently, the effects of miR-424 on TGF-b/BMP
signalling are likely to be cell type- and context-speci-
fic. However, the specific capacity of miR-322 to regu-
late these components is not known [34]. Other
validated targets for miR-424 include cdc25, a compo-
nent required to move through the cell cycle and apop-
tosis inhibitor [49,50], and bcl-2, an anti-apoptotic
protein upregulated in several cancers [51,52].
Recently, miR-424-5p was also shown to reduce rRNA
production by targeting components of the RNA poly-
merase I pre-initiation complex [53]. Taken together,
these data suggest miR-424 is a promoter of cell quies-
cence and death, the loss of which can result in an
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increased proliferative capacity which can lead to an
oncogenic phenotype, or in the case of the nondividing
myocardium, hypertrophy.
Conclusion
Our data suggest that reduced miR-322-5p contributes
to the cardiac hypertrophy that occurs in PAH at least
in part by increasing the expression of IGF-1. This
increase in ligand, in combination with the increase in
receptor (IGF-1R) that others have identified,
increases the activity of the IGF-1/Akt axis leading to
increased protein synthesis and myocyte hypertrophy.
These data suggest that miR-322-5p expression in nor-
mal circumstances acts to limit protein synthesis as
part of the normal homoeostatic mechanisms. Whether
this restriction on protein synthesis in normal physiol-
ogy is removed only in response to pathological stim-
uli or whether the same mechanisms contribute to
normal physiological hypertrophy in response to exer-
cise remains to be determined.
Acknowledgements
We wish to acknowledge the work of Pieran Yang,
Cai Reed and Stephen Moore, who helped with the
generation of the monocrotaline rat model of PAH
used for this study. We are grateful to Dr Vincent
Mouly (UPMC, University of Paris) for the gift of the
LHCN-M2 cell line. This work was supported by
grants from the British Heart Foundation (FS/14/71/
31038) and the MRC (MR/K023918/1).
Author contributions
MC performed laboratory experiments and cowrote
the first draft of the manuscript. PK and SJW con-
ceived the research plan. PK cowrote the first draft of
the manuscript. BEG, AC and NWM performed
in vivo model and extracted tissues. All authors con-
tributed critically to manuscript revisions.
References
1 Tuder RM, Abman SH, Braun T, Capron F, Stevens T,
Thistlethwaite PA and Haworth SG (2009)
Development and pathology of pulmonary
hypertension. J Am Coll Cardiol 54, S3–S9.
2 Simonneau G, Gatzoulis MA, Adatia I, Celermajer D,
Denton C, Ghofrani A, Gomez Sanchez MA, Krishna
Kumar R, Landzberg M, Machado RF et al. (2013)
Updated clinical classification of pulmonary
hypertension. J Am Coll Cardiol 62, D34–D41.
3 Fourie PR, Coetzee AR and Bolliger CT (1992)
Pulmonary artery compliance: its role in right
ventricular-arterial coupling. Cardiovasc Res 26,
839–844.
4 Farber HW and Loscalzo J (2004) Pulmonary arterial
hypertension. N Engl J Med 351, 1655–1665.
5 Humbert M, Sitbon O, Chaouat A, Bertocchi M, Habib
G, Gressin V, Ya€ıci A, Weitzenblum E, Cordier JF,
Chabot F et al. (2010) Survival in patients with
idiopathic, familial, and anorexigen-associated
pulmonary arterial hypertension in the modern
management era. Circulation 122, 156–163.
6 Humbert M, Sitbon O, Ya€ıci A, Montani D,
O’Callaghan DS, Ja€ıs X, Parent F, Savale L, Natali D,
G€unther S et al. (2010) Survival in incident and
prevalent cohorts of patients with pulmonary arterial
hypertension. Eur Respir J 36, 549–555.
7 Bogaard HJ, Abe K, Vonk Noordegraaf A and Voelkel
NF (2009) The right ventricle under pressure: cellular
and molecular mechanisms of right-heart failure in
pulmonary hypertension. Chest 135, 794–804.
8 Stenmark KR, Meyrick B, Galie N, Mooi WJ and
McMurtry IF (2009) Animal models of pulmonary
arterial hypertension: the hope for etiological discovery
and pharmacological cure. Am J Physiol – Lung Cell
Mol Physiol 297, L1013–L1032.
9 Kay JM, Harris P and Heath D (1967) Pulmonary
hypertension produced in rats by ingestion of Crotalaria
spectabilis seeds. Thorax 22, 176–179.
10 Clarke K and Ward LC (1983) Protein synthesis in the
early stages of cardiac hypertrophy. Int J Biochem 15,
1267–1271.
11 Coleman PS, Parmacek MS, Lesch M and Samarel AM
(1989) Protein synthesis and degradation during
regression of thyroxine-induced cardiac hypertrophy. J
Mol Cell Cardiol 21, 911–925.
12 Fruman DA, Meyers RE and Cantley LC (1998)
Phosphoinositide kinases. Annu Rev Biochem 67,
481–507.
13 McMullen JR, Shioi T, Zhang L, Tarnavski O,
Sherwood MC, Kang PM and Izumo S (2003)
Phosphoinositide 3-kinase (p110alpha) plays a critical
role for the induction of physiological, but not
pathological, cardiac hypertrophy. Proc Natl Acad Sci
USA 100, 12355–12360.
14 DeBosch B, Treskov I, Lupu TS, Weinheimer C,
Kovacs A, Courtois M and Muslin AJ (2006) Akt1 is
required for physiological cardiac growth. Circulation
113, 2097–2104.
15 Shioi T, Kang PM, Douglas PS, Hampe J, Yballe CM,
Lawitts J, Cantley LC and Izumo S (2000) The
conserved phosphoinositide 3-kinase pathway
determines heart size in mice. EMBO J 19, 2537–2548.
16 Iwanaga Y, Kihara Y, Yoneda T, Aoyama T and
Sasayama S (2000) Modulation of in vivo cardiac
346 FEBS Open Bio 8 (2018) 339–348 ª 2017 The Authors. Published by FEBS Press and John Wiley & Sons Ltd.
miR-322-5p targets IGF-1 and is reduced in PAH M. Connolly et al.
hypertrophy with insulin-like growth factor-1 and
angiotensin-converting enzyme inhibitor: relationship
between change in myosin isoform and progression of
left ventricular dysfunction. J Am Coll Cardiol 36,
635–642.
17 Hua Y, Zhang Y and Ren J (2012) IGF-1 deficiency
resists cardiac hypertrophy and myocardial contractile
dysfunction: role of microRNA-1 and microRNA-133a.
J Cell Mol Med 16, 83–95.
18 Chen K and Rajewsky N (2007) The evolution of gene
regulation by transcription factors and microRNAs.
Nat Rev Genet 8, 93–103.
19 Care A, Catalucci D, Felicetti F, Bonci D, Addario A,
Gallo P, Bang ML, Segnalini P, Gu Y, Dalton ND
et al. (2007) MicroRNA-133 controls cardiac
hypertrophy. Nat Med 13, 613–618.
20 Wang J, Song Y, Zhang Y, Xiao H, Sun Q, Hou N,
Guo S, Wang Y, Fan K, Zhan D et al. (2012)
Cardiomyocyte overexpression of miR-27b induces
cardiac hypertrophy and dysfunction in mice. Cell Res
22, 516–527.
21 Llobet-Navas D, Rodrıguez-Barrueco R, Castro V,
Ugalde AP, Sumazin P, Jacob-Sendler D, Demircan B,
Castillo-Martın M, Putcha P, Marshall N et al. (2014)
The miR-424(322)/503 cluster orchestrates remodeling
of the epithelium in the involuting mammary gland.
Genes Dev 28, 765–782.
22 Marchand A, Atassi F, Mougenot N, Clergue M,
Codoni V, Berthuin J, Proust C, Tregou€et DA, Hulot
JS and Lompre AM (2016) miR-322 regulates insulin
signaling pathway and protects against metabolic
syndrome-induced cardiac dysfunction in mice. Biochim
Biophys Acta 1862, 611–621.
23 Kim J, Kang Y, Kojima Y, Lighthouse JK, Hu X,
Aldred MA, McLean DL, Park H, Comhair SA, Greif
DM et al. (2013) An endothelial apelin-FGF link
mediated by miR-424 and miR-503 is disrupted in
pulmonary arterial hypertension. Nat Med 19, 74–82.
24 Phillips PG, Long L, Wilkins MR and Morrell NW
(2005) cAMP phosphodiesterase inhibitors potentiate
effects of prostacyclin analogs in hypoxic pulmonary
vascular remodeling. Am J Physiol Lung Cell Mol
Physiol 288, L103–L115.
25 Lewis A, Riddoch-Contreras J, Natanek SA,
Donaldson A, Man WD, Moxham J, Hopkinson NS,
Polkey MI and Kemp PR (2012) Downregulation of
the serum response factor/miR-1 axis in the quadriceps
of patients with COPD. Thorax 67, 26–34.
26 Ellis PD, Smith CWJ and Kemp P (2004) Regulated
tissue-specific alternative splicing of enhanced green
fluorescent protein transgenes conferred by a-
tropomyosin regulatory elements in transgenic mice. J
Biol Chem 279, 36660–36669.
27 Favot L, Hall SM, Haworth SG and Kemp PR (2005)
Cytoplasmic YY1 is associated with increased smooth
muscle-specific gene expression: implications for
neonatal pulmonary hypertension. Am J Pathol 167,
1497–1509.
28 Zhu C-H, Mouly V, Cooper RN, Mamchaoui K, Bigot
A, Shay JW, Di Santo JP, Butler-Browne GS and
Wright WE (2007) Cellular senescence in human
myoblasts is overcome by human telomerase reverse
transcriptase and cyclin-dependent kinase 4:
consequences in aging muscle and therapeutic strategies
for muscular dystrophies. Aging Cell 6, 515–523.
29 Hausser J, Syed AP, Bilen B and Zavolan M (2013)
Analysis of CDS-located miRNA target sites suggests
that they can effectively inhibit translation. Genome Res
23, 604–615.
30 Vara JAF, Casado E, de Castro J, Cejas P, Belda-Iniesta
C and Gonzalez-Baron M (2004) PI3K/Akt signalling
pathway and cancer. Cancer Treat Rev 30, 193–204.
31 Fuller SJ, Mynett JR and Sugden PH (1992)
Stimulation of cardiac protein synthesis by insulin-like
growth factors. Biochem J 282, 85–90.
32 Buerke M, Murohara T, Skurk C, Nuss C, Tomaselli K
and Lefer AM (1995) Cardioprotective effect of insulin-
like growth factor I in myocardial ischemia followed by
reperfusion. Proc Natl Acad Sci USA 92, 8031–8035.
33 McMullen JR, Shioi T, Huang WY, Zhang L,
Tarnavski O, Bisping E, Schinke M, Kong S, Sherwood
MC, Brown J et al. (2004) The insulin-like growth
factor 1 receptor induces physiological heart growth via
the phosphoinositide 3-kinase (p110a) pathway. J Biol
Chem 279, 4782–4793.
34 Tijsen AJ, van der Made I, van den Hoogenhof MM,
Wijnen WJ, van Deel ED, de Groot NE, Alekseev S,
Fluiter K, Schroen B, Goumans MJ et al. (2014) The
microRNA-15 family inhibits the TGFb-pathway in the
heart. Cardiovasc Res 104, 61–71.
35 Selye H, Bajusz E, Grasso S and Mendell P (1960)
Simple techniques for the surgical occlusion of coronary
vessels in the rat. Angiology 11, 398–407.
36 Ghosh G, Subramanian IV, Adhikari N, Zhang X,
Joshi HP, Basi D, Chandrashekhar YS, Hall JL, Roy
S, Zeng Y et al. (2010) Hypoxia-induced microRNA-
424 expression in human endothelial cells regulates
HIF-a isoforms and promotes angiogenesis. J Clin
Invest 120, 4141–4154.
37 Gubrij IB, Pangle AK, Pang L and Johnson LG (2016)
Reversal of microRNA dysregulation in an animal
model of pulmonary hypertension. PLoS One 11.
https://doi.org/10.1371/journal.pone.0147827.
38 Schlosser K, Taha M, Deng Y, Jiang B and Stewart DJ
(2015) Discordant regulation of microRNA between
multiple experimental models and human pulmonary
hypertension. Chest 148, 481–490.
39 Yang L, Song S and Lv H (2016) MicroRNA-322
protects hypoxia-induced apoptosis in cardiomyocytes
via BDNF gene. Am J Transl Res 8, 2812–2819.
347FEBS Open Bio 8 (2018) 339–348 ª 2017 The Authors. Published by FEBS Press and John Wiley & Sons Ltd.
M. Connolly et al. miR-322-5p targets IGF-1 and is reduced in PAH
40 Baptista R, Marques C, Catarino S, Enguita FJ, Costa
MC, Matafome P, Zuzarte M, Castro G, Reis A,
Monteiro P et al. (2017) MicroRNA-424(322) as a new
marker of disease progression in pulmonary arterial
hypertension and its role in right ventricular
hypertrophy by targeting SMURF1. Cardiovasc Res.
https://doi.org/10.1093/cvr/cvx187.
41 Shi L, Kojonazarov B, Elgheznawy A, Popp R, Dahal
BK, B€ohm M, Pullamsetti SS, Ghofrani HA, G€odecke
A, Jungmann A et al. (2016) miR-223–IGF-IR
signalling in hypoxia- and load-induced right-
ventricular failure: a novel therapeutic approach.
Cardiovasc Res 111, 184–193.
42 Rupaimoole R and Slack FJ (2017) MicroRNA
therapeutics: towards a new era for the management of
cancer and other diseases. Nat Rev Drug Discov 16,
nrd.2016.246.
43 Eulalio A, Mano M, Dal Ferro M, Zentilin L, Sinagra
G, Zacchigna S and Giacca M (2012) Functional
screening identifies miRNAs inducing cardiac
regeneration. Nature 492, 376–381.
44 Pasquinelli AE (2012) MicroRNAs and their targets:
recognition, regulation and an emerging reciprocal
relationship. Nat Rev Genet 13, 271–282.
45 Xiao X, Huang C, Zhao C, Gou X, Senavirathna LK,
Hinsdale M, Lloyd P and Liu L (2015) Regulation of
myofibroblast differentiation by miR-424 during
epithelial-to-mesenchymal transition. Arch Biochem
Biophys 566, 49–57.
46 Li Y, Li W, Ying Z, Tian H, Zhu X, Li J and Li M
(2014) Metastatic heterogeneity of breast cancer cells is
associated with expression of a heterogeneous TGFb-
activating miR424–503 gene cluster. Cancer Res 74,
6107–6118.
47 Wang F, Wang J, Yang X, Chen D and Wang L (2016)
MiR-424-5p participates in esophageal squamous cell
carcinoma invasion and metastasis via SMAD7 pathway
mediated EMT. Diagn Pathol 11, 88.
48 Parker TG, Packer SE and Schneider MD (1990)
Peptide growth factors can provoke ‘fetal’ contractile
protein gene expression in rat cardiac myocytes. J Clin
Invest 85, 507–514.
49 Llobet-Navas D, Rodriguez-Barrueco R, de la Iglesia-
Vicente J, Olivan M, Castro V, Saucedo-Cuevas L,
Marshall N, Putcha P, Castillo-Martin M, Bardot E
et al. (2014) The microRNA 424/503 cluster reduces
CDC25A expression during cell cycle arrest imposed by
transforming growth factor b in mammary epithelial
cells. Mol Cell Biol 34, 4216–4231.
50 Zou X, Tsutsui T, Ray D, Blomquist JF, Ichijo H,
Ucker DS and Kiyokawa H (2001) The cell
cycle-regulatory CDC25A phosphatase inhibits
apoptosis signal-regulating kinase 1. Mol Cell Biol 21,
4818–4828.
51 Rodriguez-Barrueco R, Nekritz EA, Bertucci F, Yu J,
Sanchez-Garcia F, Zeleke TZ, Gorbatenko A,
Birnbaum D, Ezhkova E, Cordon-Cardo C et al. (2017)
miR-424(322)/503 is a breast cancer tumor suppressor
whose loss promotes resistance to chemotherapy. Genes
Dev 31, 553–566.
52 Adams JM and Cory S (2007) The Bcl-2 apoptotic
switch in cancer development and therapy. Oncogene
26, 1324–1337.
53 Connolly M, Paul R, Farre-Garros R, Natanek SA,
Bloch S, Lee J, Lorenzo JP, Patel H, Cooper C, Sayer
AA et al. (2017) miR-424-5p reduces rRNA and
protein synthesis in muscle wasting. J Cachexia
Sarcopenia Muscle. https://doi.org/10.1002/jcsm12266.
348 FEBS Open Bio 8 (2018) 339–348 ª 2017 The Authors. Published by FEBS Press and John Wiley & Sons Ltd.
miR-322-5p targets IGF-1 and is reduced in PAH M. Connolly et al.
